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1/ 



[m^m 1 1 "/nx-f yCi> L < JiiStt'ffcynT-^ ^^C (aPC) iznt^^ 

•feM > t e ^ - (SERPINs) -e^ ^ > If 3 i::|e«<7)tn;#o 

[m*:^5l -fe'; y-Zny-T— (SERPINs) ^d^T'nx-fVC 

[It*^6l tlT:#:;&«li h*n:#> hM'fkta:^:. inl^if/t. - 

2|s:Sitn;#:. 43j:t/^^T'1?T-V l9M*^^tL;2>. »^:^l;&^fj5 0 
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[0 0 0 11 
[0 0 0 21 

lt^*<^^#l 

^^(Dr^mii^t Lxi&^^^^^') y^xxfu-yrv ^yKX nf-^^znt'f^ 

mnt&^x:ii)^i!)^^:^^-^^m^mibm'^KM^^fzibimt(D-mKi^mizimm^ 
izov>T^>. mKYfmw^<omy^^mismm<ommmtfix\^^:ho 

[0 0 0 3] 
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7°ny-xf>c (protein C: PC) ^X^mt^-t:ho fB^it^fitiVC (activat 
ed protein C; aPC) {i^n-r-f >S (protein S) LT. Factor Va 

i3J:tnrnia'Sr/p©<t;t^®m<^liI^^*fPfll1"'5>:^rSli::«6<o $ 7^:aPC{±PAI-l (P 
lasminogen Activator Inhibitor-1) -^TAFI (Thrombin Activatable Fibrinoly 

sis Inhibitor) ^j: t'(Dmmm^mMnpmmi>m-t^tii(>. 
^'iy^wmtLxm.^^m^^-t^t^x.tiiitix^^. mm. ^%^cx^m. 

VMiFactor Va^MfrC j: ^aPC^)S^{iJflL^^<^l&m®^0— OT^^ Zt^^ 
[0 0 0 4] 

:i>\£^Z^V3PCib^Wukm<Of^mi^^1^X^:h^t-dm^^f^X\^^^ (N. Engl. 
J. Med. 2001, 344: 699-709) o tfz. aPCy{>^'JfiLWl*I>fet''f^ffl LtrQi^^^^ffl 
■t^^ti)^^m.^f^Xisn (J. Biol. Chem. 2001. 276: 11199-11203) . g^CJflL 

^fS^$tLTV>^ (J. Clin. Invest. 1987. 79: 918-25) o 
• [0 0 0 5] 

Li!>^L^j:i)^h aFC(iJflL4'#^^76^20~30^ t iz^^^fz ^ #Ml*I#^^ 
^-^^mztftzh^W^^-ifi'SlMX^-ho #^M»!;6«^v>SS{i. aPC:d*^#:i^<^> 

■t^?*>*)"/n-7-W'>CW'>litf^- (protein C inhibitor; 
PCI) ^alTV^h VT'vV (a 1-anti trypsin; AAT) 13 i I) ^ BfTtfi^ l->f^f!^ 
\'C^M^h\Zi,7t>^ tfz^ i>LaPC<Dmmi^X;h^?C^nM'itLfztLX^^ 

[0 0 0 6] 
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[0 0 0 71 

^^i^^^-t^m^Kii. 'Z>wt^fi:bmm^^mL. 7!)^o:^mi\:Kx^mm^w 

[0 0 0 8] 

Z(Dfzibi,z:^^m^hit. aPCtc^t-'5>'=e^^'n-f ;i/in:#^j^^-r'5>^^^:/ 
Vi^icj: 19. ]SiL^Ki5lf^aPC(D7fmmt^nmir:htn,1^^^^')'-^y-^'Lfz 

'b (D^mi. PCI tc J: ;& apc<7)/p®i4<i: ^) mm-r ^^t ^mm ^ titzo 

mt. aPC(D7^^mt<omm^mLxm.mmmm<om^^99mir^fzib. it^m 

(D^mis xz/'9m(ofzi6Kmi^xmmxh^o tfz:^mM<otfimi. mikmm<^ 

[0 0 0 9] 

(1) T'nT^^f >C^>L<JifSmkynx-r>C (aPC) tc*ti--S,*n;#-e*oT. 
^i^mzi5^^x&m\:':^u-T^-yC<oi^m^m^t^i^^^^ir^ijii^. 
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- (SERPINs) -e^^. (3) lC|fim<!Otnl#:. 
(5) -bV >ynxT-^f-f Vtitr^^- (SERPINs) T^^yn-r-l' ;^C^ ^'t tf tJ'- 
iO^iJ^-r TsKT''f-55^^j^<2)i^J; OS#^^tL;&. (1) -i^h (5) <7)v^-fMHc 

(7) (1) (6) Ov^-ft^:;&>t^faiS<^*T:#:fei0^^6«Jt::i^=^$tt^ffi#: 

(8) $f>lC7'07-'<^C:feJ:C>V^fwt±fStt>fbyn-r-f >C^#tf> (7) 

(8) tciamc^&fiJct?. 

(10) m,^.i()^ikmmmRB<DfLm^ axj^yttz ii^mKm<oycmK x o xmM 
^fi^hmB.'c^^ (9) tcfam<^a^t?, 

(1 1) iSB.mMmKB<D%mi5xzfytfzii^mKfB<D%m\,zx^xmM^fi^ 

^^ma^mn^M. (10) },zmm<om.^m. 

(12) (1) (6) <7)v^rtt;6^i::fBm<7)i;L^2p:*'7"nx-f vCt/cfi-^mi: 
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zfxtfzitmmtruT'yoc. ^mz (b) (i) ^s^ib (6) ov^-rti-j&^t^ffi 

-r>C. >C> isxzr (D is^h (6) OV^-rtL>&^cfB^<0tn;^^ 

^-^'&;i)^;6-^^K$tL;?>/p-^< t ^-o, ^X.XI (b) f^^^^i^rnT"^ 
C *5 J; 1>VS /itill^tt'fbT'n x > C t ^iiL#i: ^ c: ^ (^)fBmt 

[0 0 1 01 

If lflL4«tC:fev^-CPCI^AATtc<3; aPCOtnllfll^ilSf^ffl^^fSI^'fk^tt^O 
X. {i^aPC<^trLJfiL?^^@'f^ffl>&M^mi4<b aPC{i> -B^J £ f^aPC^ ML 

. t<D^. m3iPC^M.m:t-fzli?cm<DaPm^mMt^ y^a.^- Y Ltz'ik. aPC 
i:^ :^4fjL^- > Ufc:*fB^tcJt-^, aPC<^)/^^m^'^b<?)5gSS^^^^^^^•^^trL#:^i^ a 
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7/ 



^mMLX^A-r^^t-fy^X-^^o *;|)VM±^*M pyroClu-Pro 
-Arg-pNA • HCl (S-2366) ^ t'<0^^^it'^m^m^^XaPm^^T y "tyt-f ^ ^ 

[0 0 11] 

ERPINs) i)^m^fhiX. JNFlCT'n-r-f >C-f ^lilf^- (PCI. Suzuki, K. et al., 
J. Biol. Chem. 1983, 258:163-168) ^X.Xfa l-T ^^f- Y ^) -fi^y (AAT, Hee 
b, M.J. and Griffin. J.H., J. Biol. Chem. 1988. 263:11613-11616) 

[0 0 12] 

tfz-:^^m\t. aPClC^i-^t/L#T^oT. 

i) aPClc^-r^*JL#:=^*t'^$-^/ct/i{iM'a-$^iTV^^v^aPC<^> 

ii) ^*/i;#:«rjg^$-eTV^^v^aPClcJt-^, ^^#^lt-^$-^fcaPC<^)^/F^Sft 

i) aPClc^-r^t/L#=lr*S'^$-^fct/i{i^'g'$-eTV>3&v>aPCO. aPC>5S^ 

ii) ^*iL'i$:^|g'^$-frTV^;&v>aPClCji:-^. M^^^Sr^-g-^-^ifviaPCO^/I^mtt 

jfiim^LTii. ^jfiLt/itiJfiLlt-e*oTJ:v>o t /iaPC^fSte^kS^i: LTIi 
^ aPC<7)^3S6tl^ia#!^K^^^lf ^jtt, '0^Jx{iTCIi3J:i7AAT/&^M^t?§'&o aPClc 
^•t^tn;#=S:aPCtc^'^;?-ii:^lc{±. M#^^?^4'-e*^$-i^tT.{f J: < , mX.\t 
M^^'^tp^?S^5^~i!c^r^^ >BWJx.{flNF^e^-<:^^^^-ht-S^i:^^'r- 
ifiL^g[i/i{iaPC:T^mmbH^^^::<J:^aPCo:^^gtt<fc{i^ n^\tM.Witfz\i.^ 
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[0 0 13] 
[0 0 14] 

;Vtn:#:^:. "7''; K~"7'^ (Kohler and Mil stein. Nature 256:495 (1 

975)) . tfzit. mm:K.yjm^mmffmA,si6,567^) KxnmitLxi>x\^^o 

;6^^^^tT^ J:v^ (Clackson et al., Nature 352:624-628 (1991) ; Marks e 
t al., J.Mol.Biol. 222:581-597 (1991)) o :$:|&BJtwi3lt^^>' iJ' n -•^;Vtn: 

m^\t. Mit (1^) :sLXf/tfz\mm. iiM) <D-m^m^<^m.. tti\,t 

Vy). ^i^^mi^. Mmzmi^<Dmh-i^^^tf\^^ (^ii#WP^4,816,567^; Mo 
rrison et al., Proc. Natl. Acad. Sci. USA 81:6851-6855 (1984)) o 
[0 0 15] 



aiiE#2 003-3068371 



2002-212582 ^ ^->^ I 9/ 

^(DX^^^mt^ UU^^^^^iKwkel, Proc. Natl. Acad. Sci. USA 82: 488 
(1985)#M)> PCR^^. :^^yh^m^oyjmi'i^^^^^ti)^X-^:ho ^<OX 

75%> J: «9 * L < fii!^-^ < t i>SO%. $ Kit^-t L < ti^J'^'^ < t ^>85%> ^ f> 
i L < < ^>90%. ^ t-C. «^>«f ^ L < ti^l'^^ < t ^95%cor 

[0 0 161 

:B:#:fi«JJCti, m-mmnm^Z/T^ym^n^Dm—^it. Karlln and Altschul 
j:^T;l'=*'';XABLAST (Proc. Natl. Acad. Sci. USA 90:5873-5877, 1993) 

},zX'^x^^ir^:it7!)^x^^o ^<7)t;v3'i;xaizs^'v^t> bustn^blastx 

i:iq^iftt.&7'n^^^A7&5|g^;g;tLTV>^ (Altschul et al. J. Mol. Biol. 215:4 

03-410. 1990) o BiAST\,zm<^\^^xBusmKx^xm.^mm^Mi^-f-^^^Kit 

. >'N'9^-^-{i/it x.(^score = 100> wordlength = 12fc-r^o tfz. BUST 
tC^-Q'v^ TBLASTXiC J: o T T ^ y mMn^M^i- ^ ^^i' 9 - iJ' - 
^:x.f^score = 50. wordlength = St-^^o BLASTS Gapped BLAST^n^^A^ 

^-^'^(DMI^^^^^iiiii^^X^^ (NCBI (National Center for Biotechnolog 
y Information) <D BLAST (Basic Local Alignment Search Tool) (D^a^y'-^^ 
^ ^ #M ; ht tp : //www. neb i . nlm. nih. gov) © 
[0 0 171 

m-r'5>C:t76^'T'§^o 'B^Jx.{fOT<^:^feicj; l9f^^-r-&C:i::;6^T-§^o 
-?-0'ftfc<7)liilLi!lt?0aPC<^)r ^ y^iS^Jti^^tr^'g) (Mather, T. et al., EMBO 
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J. 15:6822-6831 (1996); Foster. D.C., Proc. Natl. Acad. Sci. 82:4673-46 

77 (1985)) o '^J^{J\ llT^<7)aPC (protein C activated, from human plasma ( 
tMLltfiJ^), SIGMA, #P2200) ^^tLxm\^^^^ti)^X-^^o^^tLX 

[0 0 181 

&M<^f^^&mm\^'^'y:^i^Mfzy)^ mK.if io~iooA<g (M£{^2o~40;ug 

[0 0 19] 

i^tiMK-^y^^x^^-r^o tfz. f^^^m^mm-r^fzi^. ^a^^^>m(DmM 
Mf)mtL<itm\^^tt>fi^o mn^fifzm%mm^mmn. trnKni^x-t^ 

>b^^^(ELisA). Rz>'m^^mm^i£. mm^^^mi^^^^^-r^^ 

[0 0 2 01 

:^^}^u — i- )l'in,i$.(D V - — > tLXit^ Ant ibodies. A Laboratory 
Manual (Cold Spring Harbor Laboratoriey^ Harlow and David Lane edit. (19 

iZ^ m^i^^ jcfef h-yv;; (Champe et al.. J. Biol. Chem. 270:1388 

-1394 (1995)) ^Sr^To -C ^ J; v^o ^y'^f- Vtfzii^i^<D^tt}(Om^:f]^t L 
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[0 0 2 1] 

::^-T^>lb(D:fj^ (Kohler, G., and Milstein, C, Methods Enzymol. 1981, 7 

3. 3-46.) m-mcxno ^ti!)^x^^o ijii$^m^mmtm^-^'^^<j:.u-^ 

'^mX<DJ^^^X § ^ t^S Sr^-r ^ ^ <^ tL^ o — 8 - T r ^ 

;i/h^>':^7i^— t*^£r^JSL> ' r^y^T-vy ' "f-^-J^ ( 

HAT) :^tfllI^W-t?i^V^*>OT*ib^o ^J^n— 7mi±> miliZ^^(Dm^(Dm 

'9^J;t{^ P3x63Ag8.653 (J. Immunol. (1979) 123: 1548-1550) > P3x63Ag8 
U.l (Current Topics in Microbiology and Immunology (1978) 81: 1-7) ^ NS- 
1 (Kohler. G. and Milstein, C, Eur. J. Immunol. (1976) 6: 511-519) > MP 
C-11 (Margulies, D. H. et al.. Cell (1976) 8 : 405-415) ^ SP2/0 (Shulman, 
M. et al.. Nature (1978) 276: 269-270) . FO (de St. Groth, S. F. et al. 
, J. Immunol. Methods (1980) 35: 1-21) ^ S194 (Trowbridge, I. S., J. Exp 
. Med. (1978) 148: 313-323) ^ R210 (Galfre, G. et al.. Nature (1979) 277 
: 131-133) mmm^nm^fi^ho t/z, th^J^n— :S:t>% 
heteromycloma-t;V9'l' >'^)^ K u—'^ijCii^(DM^'<^M^^^ ^ ti!}^X^ 

(Kozbar, J. Immunol. 133:3001 (1984); Brodeur et al.. Monoclonal Antib 
ody Production Techniques and Application, pp. 51-63 (Marcel Dekker, Inc. 
. New York, 1987)) o mi^M^mmt. mx.im^(Oft^Bf)^^2'-3B^i:^m 
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;}x^«fe^t?^PBS. DMEM. RPMI1640^O:^*feX{«®fl^t-M L. Xx^'V;^^ 

^ o 

[0 0 2 2] 

MEM. DMEM> RPMI-1640^*fe^ ifOi&t^^J!a:^#ffl^ilb»t'T% 5 n - v^Jig t t/t 

^m^mmt^. u^it i:i~i:2o 'r?m^iS:mm(o-^^T. 3o~37t:T* i~i5 

T-*l, 000-6. 000 (Da) O^i^V^^ V^tJ^'V s}^*'; e-;VT;vn-;vX{i 

[0 0 2 3] 

^ o 

[0 0 2 4] 

^fzm(DmMtLX. McCafferty^ (Nature 348:552-554 (1990)) J: !9fS« 

fifzim^m^^^xmm^fLtimi^y r-'j'y^y^v-x^ mi^, t fzimi^ 

m>T'iiM^mi-^^tib^X^^o Clackson lb (Nature 352:624-628 (1991)). RXM 
arks^d.Mol.Biol. 222:581-597 (I991)){i. y r -i^^ 4 Zfy 

^ htrL^O-^i-^v^^^;/ 7'; >^^tcj;^^3g(Marks et al., Bio/Technology 
10:779-783 (1992))> ^LX. Uiz^y T-i^^ ^ T^V -^m^ir^fzitXD-:}] 
^i:tTcOn^lf>^hiJ r)l^m'^> RX/in vivoa^x.(Waterhouse et al., Nuc 
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leic Acids Res. 21:2265-2266 (im))^j: t^Tb^hfLX^^^o ^il^(D^mi>. 

[0 0 2 5] 

-5) o 

lA (^v?:e--f Ayr-y-fe^) > ELISA (^^^M^ A 7 v;V^> h T -fe-f ) > H 
TRF (homogenous time-resolved fluorescence) ^ 'ttzlt'^^^^^^ (Antibo 
dies A Laboratory Manual. Ed Harlow, David Lane, Cold Spring Harbor Labo 
ratory, 1988) \zi.^m^V. aPC^N^^-T^ <^*^*^-f 
• 2^;^i^ V 

t: hM'^fflv^TAPTT (vf^tt'fbfU^ > n ^.-Kt'^X-^^^^) «rM$ct> aPC 
(O^M.Wmm^m^i^m-t^^^'^WSi't^o ttzH. aPClcAATtyi:liPCI=l:^ 
m LaiPC<Dyfm'it^m^ AAT^S J: Xf/t fzii?CIK X ^aPC^fe'fb^lr SW-t 

iSfeW^-^S (Coding, Monoclonal AntibodiesrPrincipals an Practice, pp.59- 
103, Academic Press, 1986) o ^^i^MtLXit^ D-MEMt yJ:iiRPIM-16 

[0 0 2 6] 

10%m±. J:l}«f^ t<iil5%J^±. X^UtL<it20%lik±. J;J9$ftL<i±2 

ityff^mtmm(%) t^m^fi. ^mtfzitapmmmm'x y)-^mmtLfzm 

^(7)aPC<7)m^tmiy^)^^<DaPCfS^^0%. L^v^J^^OaPC^SI*^ 1^1 U^Jl^OaPC 
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©ft 4- 100% Ltzi^nm-r^^^Mo 
[0 0 2 7] 

#6«ltC{i, &.T<0^mx-^^'r:hZti)^X-^:S>o 10//g/mL<^aPC (SIGMA, P-2200 

DADE BEHRING. GAA-200A) 50 ;« L =Jr miJUt ^ o JflLst ^-f>^^'^-v3>=Sr^ft> 
STTC-eS^S^ra-f V:^^ j.^- h Lfz^k. 20 mmol/L CaCl2 (MK-if DADE BEHRING. G 

Mz-310) mmt'C(Dmm^w\^Lfzo skmmmmmit. ikmm 

m i WjWl^mW m x. Amelung. KC-lOA) ^jit^zX^) M^ir ^^tTb^X-^^o 
[0 0 2 8] 

}kmt-(>^^^-YL^j:7(f-<^fzaPc^m^tcm'^<omm^m (a) =&ioo%. 

'<y^:3.^-vLfzsPct:mx.t:m^<7>mmwm (c) ib^h. >'^-f K— 
±m<Dmmw^mmzMir:him^^i^^ {^mmtmm(%) = i(c-b)/(a-b 
)}xioo) o ^<Dm7b^i^^\^^iii^. aPc^mmt\,zM't;hmmi^m:^m\^^tmm^ 

tL^o S-2366^<^^@>fb'^tf=&fflv^TaPCfete^l!l!l^-f ^Jt^T'^>. ±mtmm. 
ictru^^ii'f h-'^TiCJflL^-e^fSmb^'i^r/raPC. i5 i ti^jfiLi^ ^ > ^ 

X7[^mmimmm(%) ^nm lt i 

[0 0 2 9] 
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^^#-e^oTiV^o ^(D2:o^aPC<OT^ ymtLXii^ mx.l:iE215. S216. 
tT^rti S336 ^m^^tiX\^>^ (Shen, L., Biochemistry 39:2853-2860 (2000) 

Tm!^l3:fe^Lr^5L#'&m^$-^tt{f iv^o '^is. aPCStttP^fc LT. H211> D 
257. isilf S360 Tb^^hfiX\^^^ (Foster. D.C., Proc. Natl. Acad. Sci. US 
A 82:4673-4677 (1985)) o ^fi^^<DT ^ >^m^^tf^ii.K^^ir ^m^-H^ aPC 

10 0 3 0] 

K— 7^10~20%'>vJ5^^BjflLvt'^;^RPMI-1640:^*fe. MEM^^fe. X{±i6ifiLVt:^*b^ 
Ollitfm^«:^*fe4^"t5\ a#<7)^#^# (Mx-t^r. 5%C02 l&J^) 2-1 

'So J3t7X?^^^'DS3li-^/ii6tC, Mx.{f'/';;^i5^ > (2, 6, 10, 14-tetramethylpen 
tadecane) ^ ^^?-ie)J3tl^l*I*g-^-r^ ^ t i)^X ^:ho 

[0 0 3 1] 

h (Mx.(^> Carl, A. K. Borrebaeck, James, W. Larrick, THERAPEUTIC MONOC 
LONAL ANTIBODIES, Published in the United Kingdom by MCMILLAN PUBLISHER 
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s LTD, 1990 #BB) o >'^>rr'; v—r<r>imA7!)^^m^wmM'^m^^ 

[0 0 3 2] 

K^^LfzMi^^m.mz,mmi¥. m^-it, (chimeric) \^ymit ( 

Humanized) Hii^^j: t'^^MX^ :ho ^fih<D^^ijLm±. gE^<5C»:^fe^fflv>T 

mil. mA<on!mmm.t}i v^i^omm. mm(o^'^mm:^-h^^^ifLmmt'f^ 

[0 0 3 3] 

hM'fb^^^ii. (reshaped) t htiL#:^ ^>#$tt. t: h\^J.^<Dm%W} 

CDR: complementarity determining region) ^rH bin;#<^^B^tt;^^^i^t-fi 

Jones et al.. Nature 321: 522-525 (1986); Reichmann et al.. Nature 332: 
323-329 (1988); Presta Curr. Op. Struct. Biol. 2 : 593-596 (1992)#M) o 

-^tfTs trL#:<^CDR t h 7 - A 7 - ^ ^it (framework regio 
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# t> ftfzmk^ Y trL#:^#^it :3 - Ft" ;i>DNA h ^v^trll^^ ^ - 

M<2rlB#-^EP 239400. BI^8^^ai0^Pa#-i-WO 96/02576 #M) o CDR«r^LT 

ClOid^rT^y m^SO^Xti. tiL^Ot/LlE^li • ^^hI^J ^S^^lEm\^ 

<^T^ yi^^aifetT'b (Sato, K. et al.. Cancer Res. (1993) 53, 851- 
856) o 

[0 0 3 4] 

^fz. bi5L#:Ofl#:^i*^^P>tLTV^^o ^i^l;>'/^°5^^ in vitro 

'^mm<r>^.'ifz\,±mm<D^^^M'thmm,'^m^\^. ^f^v -y^m^^^ y ^ 

(#<2r¥l-59878 #hh) , 

y^cti^-coix/A*- h h 7 v;^>^i-^;'i5' (Tg) m^^^^'^^^-t 

^C:tt?MM<^>li htn;#*IX#t-^C:fc755-e^-5) (Nature Genetics 7:13-21 (1 
994); Nature Genetics 15:146-156 (1997): Nature 368:856-859 (1994); ill^ 
#ff=ffiM<2rM#-^W0 93/12227, WO 92/03918, WO 94/02602. WO 94/25585, WO 9 
6/34096, WO 96/33735#fiS) o C:<^ i ^ =^Tgi6!^ti. *#:6<JtC{i. hPilLIIj 

AX^'fe#:(Yeast artificial chromosome, YAC)^^ if tTli 

if XI y V J; rmm<^af5^M;?i^'«A $ tL/iiiisT-a^^x-sijt^ y 
mtfz\tQ,m.mmk\^Q>Mwm<r>-u^zwm^m^xir^^t\zi, ^^^r-t. ^& 
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[0 0 3 5] 

[0 0 3 6] 

^imi>^hfiX\^>^o mx.i^. h*n:#W^IS:^S:— :*:0t/L#^ (scFv) tL 

n^-t^^tTb^x^^o ^fii>><7)-:^mtmzM^x^y). wo 92/01047, wo 92/207 

91. wo 93/06213, WO 93/11236, WO 93/19172, WO 95/01438, WO 95/15388 ^# 
[0 0 3 7] 

m^-m^^i-^-K^m l tz^^^ \zmx l x^^'W-^n^m- ^ k it 

m±tLxmmir^Wt^. W)mmm. mmmm. Mmmm^my^^^ ^ ti)^x^ ^ 
o mmmmtLxii. d) m%mmm. m^it. cm, cos, ^j^n— 7, bhk (b 

aby hamster kidney) , HeU, Vero, (2) M^ISmx m^lt> rv^)iiy :^if 

:^y\/mmm.. ^;&v^{i (3) ^^mu. m^\t^ sf9, sf2i, Tn55&^. ^^v^ 

li*^3'fc^<^M#^7&«#^f ^>tt;5>o t-Cti. -rr-r^T-^ (Nicotian 

a) Jl> '^^{J^nx'f T"^ ♦ (Nicotiana tabacum) ^%(r>m}k-h^^h 
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'7 * n 5 -t;^ (Saccharomyces) Mkit'f y:*n = -fe;^ • -tl^ tf vj:. (Sacch 
aromyces serevisiae) > TX-^;!/^;^^^ (Aspergillus) 

^Jx.{fTX^X^*;V:;^ . -:^f- (Aspergillus niger) ^ if:;6«^f>tLrv^;So il 

mm (E. coli) . ttWi^^^^ni^tL-cv^^o itLib<7)«ir, aaijtf atni'f^^ii 

[0 0 3 8] 

:^:|&0J<^tn;#or-f y^-f 7'i:LT(i$ljmi±'^<. -B^Jx-f^ IgG (IgGl, IgG2, 
IgG3, IgG4) ^ IgM> IgA (IgAl, IgA2) s IgD^^ v^ilgE^^s^tf if 

> tfi:#:OifM-t t-Cfi. Fab. F(ab*)2> Fv. t7t{±mm:fe it^IOFv^®^^ 
V V:^-"t?5i^$i-^;t->>i5^;V^ji^ :^Fv (scPv) > diabody (diabodies), m 

ti, m^^i:^mzm.^m^iiiiif-tLX^m^'^^^t1f^^<&^X:^:b (Mori 
moto et al., Journal of Biochemical and Biophysical Methods 24:107-117 ( 
1992); Brennan et al. , Science 229:81 (1985); Co, M. S. et al.. J. Immun 
oL, 1994, 152, 2968-2976.. Better, M. & Horwitz, A. H., Methods in Enz 
ymology, 1989, 178, 476-496, Academic Press, Inc.. Plueckthun, A. & Ske 
rra, A. , Methods in Enzymology, 1989, 178, 476-496, Academic Press, Inc. 
. Lamoyi, E., Methods in Enzymology, 1989, 121, 663-669.. Bird, R. E. e 
t al., TIBTECH, 1991, 9, 132-137. #fl^) o 
[0 0 3 91 

TFvj mmm4^(oi^ii^mh'x:hy). ^^^j:m^mm^^t^'^u^^^tfi> 
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m (CDR) :^mmmL. ve-^i^^ ^-'^^'®^-in,m^^mtL^M^-r^o ep*> 

[0 0 4 0] 

RT/. m^om-MK^^it-r^fzibiz tfcJ tm^n^mh-^^^t^^o Fab* if m- 

t:?ahmirLi^t^^ir^o Fab'-SHt(i. ^'^mit<7)ltfzi±^tilik±(Diy^r-^> 
n^-^mmo^^-fl^m^mi'^Fab'^^iriiCOX^^o F(ab')if>T-ti. F(ab') 

it^m\iz^^^ftfz^<oji^(7)ijQ4$-m}^i>mmmizimhfix\^^^o ^i^^^-f^y 
yxrm-r^t. 2<:><Dtjim^^u^^m\^. m*^^^'^u#^F(ab')2iifM- 
> m^miA^£m}fipFc' tmtfi&)Tbm^ft^o ^^miiZi5\^>x. ^-/^ 

n^mi^wiyr^Fiab')2mmti^'t:ho m^if. zfiib<Difui^m}^immm 
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al.. Bio/Technology 10:163-167 (1992))o $ f> t:: t /iSUO:^^i: LTti. F(ab 
[0 0 4 1] 

c:<^j:d'&^^=-(i2M<^in;ii^ft'^"t^^<^'^^^^^ (fip-^. (b 

ispecific antibody)) > 2|s:^H.gt'*5tt^ r##^14tfi:#J it. -?-tLjJl±(Mx.lf 

. 3S^<^)tiLi^ic^LT#mi4^;t-r'5>i5L#:*'a^-r^^o'e^^o ^wmmn, 

t fcli^O i d ^*n:#<^®fM-(Mx.t^. F(ab')2 -^^^ 
(Millsteinet al.. Nature 305:537-539 (1983) )o ^hK^ itfr^X^fi^J^^ 

[0 0 4 2] 

^^T^T*^ (diabody; Db) li. miR=^Wi^K ^ mm ^fitir.m(hiw2ilent 
)<7)m^M)^^^ir (P.Holliger et al.. Proc. Natl. Acad. Sci. USA 90: 6444-64 
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48 (1993). EP404.097^> W093/11161-^^) o —mzy^T^'-r^it^ 2:^<D:¥ 

^^^t-f'&^^^^^o ^<Ot^2'D(Om^J:^mmU. b)lc^1-^VLi:VH=SrVLa-V 

Hb tvj)i-VYi&(Dm.^t>'^'^m&mm(o v > * - -cM^7^! i><^t: mm^^m ^^^^ 

[0 0 4 3] 

^h^tKX ^W^f^^o scFv60|t^lCov^T{i. Pluckthun TThe Pharmacology 
of Monoclonal Antibodies] Vol. 113(Rosenburg;S.^^llooreM> Springer Verlag, 
New York, pp.269-315 (1994))#Mo —^mi^i^^^'ip^-r ^:ff^iiMm^^m- 
KiS\^>xm^X:^&m^i^. 7K:B#f^^m,946.778-^. ^B#I1^^5, 260, 203-i- 
. *1I#^^5, 091. 513^. *gI#^^5.455,030-t^=lr#M)o ^<DscFvKid\^> 

X. mmmnLtmmnmi. v^^-. L<ii^v^7'^K';>:^7-=sri^ 

LXM^^fi^ (Huston, J. S. et. al., Proc. Natl. Acad. Sci. U.S. A, 1988 
, 85, 5879-5883) o scPvtC:fett^SilVlIit^ itm^V^itti, m—(D^i^K 

scFv^lr3-Ki-^DNA(i. •ifSBtn:#:ommt fc<±miIV^it«r=r- Ff ^DNA. 
J: ti^il t fcJii^MV^*^^ n - Ki-^DNA<^ d ^ <^SB^J<7> ^ <^^gRX 

«:n-Ki-;2>DNA, :feiC^*-e<^M«36s#^miI^ SMt^^^n;!) J: d ^CjS$^•t 
;?) "T'^ ^ -r-^Sra-^-g-tj-^Tiiillgl-;?) CI a: J; tL;i)o ^7^:. — H.scFv=Sr 
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^^X' i ^ o ^i^<Dmm!^ tLx. sjf i; 1/ > ^ i; =7 - ;i/ (PEG) 

[0 0 4 4] 

mM-t^^ti)^X^:h {Strategies for Protein Purification and Charcteriza 
tion: A Laboratoy Course Manual, Daniel R.Marsliak et al. eds. , Cold Spri 
ng Harbor Laboratory Press (1996) ; Antibodies : A Laboratory Manual. Ed 
Harlow and David Lane, Cold Spring Harbor Laboratory, 1988) t!>K ^fihK 

V^9y^-. ^^y^^^u-^Y^^^y ^ i^TKttiJ^ h ^^-7 ^' Y 
>'V?ijt> mMi7U-7Yifyy ^ W(M^^^y^yy ^-^ij^mfhfL^o ^ 
fihco^u^yy^y 4 -it^ W[L^WUM<DW^^ "ci^ Y ^yy ^ -^m^^x 
Zti!)^X^ho ry ^ =.7-^ -^u-^y^^y ^ -Km^^:hiJ'7^t'LX\± 

y^im^^fz:^yAtLX. Hyper D. POROS, Sepharose F. F. (Pharmacia) ^ 

f)^mifii>f^^o ttzim^m^i\:Lfzm.iif-^my^^x. mB.^<D^^iSL^mmLx 

[0 0 4 5] 

i^m-t^o ^^m<o^i^^?ctfzitBPct^m^'^^^tizxy). ?citfzitAAT 

^<DaPCm.mmM<7)^^rK^''1r^?CtfzitaPC<D:^mmt. ttzitJfa.^KiSif:h 
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19. tfz. ?Ci5XWtfzitaPCt^mir^^tiint^X-^^o ^hiZ. in vitro 

mit. :^mM(7)ijii^i:?ctfzi±aPCKm^^^:hxm^^ij. ^m^itijmm^ 
tifzKtfzi±aPc<Dm^if^. isxz/m^mz^y)mM^fifz. yfmmtmmi 

[0 0 4 6] 

m.mMmtfzii^m^nmt^aPC(Dm^^-mi(>^ 

fz \i.^A^-^nU -r M -r ^ o m)S'^ ^3 r ti. \z.PZ^ J: t>y t fz {ia 

pc^s-^•t^xS'Sr#^-e^> J:v^o cioj^-^. pz^x.tf/-tfz\±^z\z.=^^^%'m 

@ (Disseminated Intravascular Coagulation; DIC) lfcJflLjS^:d^^tf 
[0 0 4 7] 
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) PC, aPC, ^XV^:i^mm(Dl^i^-ib>h^j:^mi()>iom^^fL^^P^ < ti>—^. *3 
xn^ (b) ^m^mM(DVCiSi:Xf/tfzitaPCtmifLi$-t^mmir^:itm^M.t 

xormM^ii^mB.-A^mff^fi. ^w^izammik^m. ^Mjfii^^. dic> 

zf^:^^^ ^^if<Dmmmi^. '7V^='y:r)VT^ ':^i7 (fd) . a ^^n-^ > t*^ ;^ 

^ (CD) . 'r=y9)\^\£'r^^^^7.i7 (DVD) . ^ ^Orr >- e^L- 

{±r^0^?*»<7)PCi3 i Xf/-t fz {iaPC t f ^ ^ t (iffim $ tiT ^ 

[0 0 4 8] 

:^mmo^mt. mn. t¥mn^^(D\^^'ffixi>-ssmx;^:hi>K mtL<im 
mmp^^m. &TBm^j:}fKx^^Mtfzitmmmz^-^-r:hzt-A^x^:h 

o tfz. B.^<7)^^. mmzXiom^^^Um^MISiiirih^ti^i^X^^o tS-^* 
tLXlt. Mx.{J\ — HI tC-oi#:filkg* 7^:19 0.0001nig:e>^e>1000mg<O|EH-eil^ 
^t7bmmX;ii)^o ^-^VMi, m^ii^ 00.001~100000ing/body<O^BB 

mm.^fi^i>(Dxit^j:\^>o 

[0 0 4 9] 
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nm^^^xmfHt't^^ita^^'e^ m^i^. Remington's 
Pharmaceutical Science, latest edition, Mark Publishing Company, Easton, 

u.s.A) > mmmKWf^^ti^mi^i3xx//tfzi.mi}m^m^^tfiy(Dx-^'o 
xi>x\^^o m^immmm^] (peg. Tween^) . mmu m'{m±M (t;^3;v 
\f>m.m . m^n. ^^m. ^mm. mmm 0)>m. i^^>m> m 
(Dy^mmm) > ^i-~vM (EDTA^) . mmm. mmm. ^^m. mmu m 

y;nfh-;K D-'^^y-;^, D-'7:^^h-;w ^'fb^^- h -^^A^i^'^tf f>;^L, 

m^\tr)vu-)v {:s.^^-)vm) . sj^ut;v=^-;v (T'nif 

V>ir^)'=i--)V^ PEGI^) . ^K^Vtt^MfS&^j (5j^VV;V^-b80. HCO-50 

) ^tm\^x^x\^^o 

[0 0 5 0] 

rrn^ KK9yi^7='i;^-^'V-i^;^xA(V4^y--^> T "7' ^ > < n "7 
h ("Remington's Pharmaceutical Science 16*^ edition", Oslo Ed. (1980)^ 
MfflUf^ (Langer et al., J. Biomed. Mater. Res. 15: 167-277 (1981); U 
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nger, Chem. Tech. 12: 98-105 (1982) ::J|eiI#|^^3, 773, 919-^ 

|g(EP) 1158. 481-^; Sidman et al., Biopolymers 22: 547-556 (1983) ;EP^133. 

988-^) o 

[0 0 5 1] 

r T jw^"^ ^ y^T.^^ ^ - ^ mj^^ ^ -m<7)^U'y ^ }^:^^'^ ^ - 

tLXm^^-r^T^^ (Adolph J^mi , CRC Press, Florid (1996)# 

m) . tfzli. :=iu^ V^^^(D\£-Xm.mz^m(m93/17706m)LX^■^i^ 
(om^^ift-Lxmi. ^x. tfziiff:^mni^imirmmm (m^^^icj:^) . 

\^^x yi^y - A h "7 y zy 3 -^i^W^^ (^a#g^^^4, 945. oso-^) 

. tfzii^^ )v:;^m^^mmLxmmK^-^L. mmm^miimmxir:hct 

[0 0 5 2] 

[0 0 5 3] 

imMm 1 ] tril t b aPC^ y^u--}- )]^^i^<7)i'^m 

aPC (Sigma P-2200) i^.t LXBm/C^^ :^l,zm.U^<7)&Tl&-'^KX^^ 

^n-ofzo m.mi^i^m^^±^Lfz::. t^mmi^fz^k. m^^^ti,xm,w.^20ju 
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mP3\}imm.tixision^n\f\ 2648 vrelKDm^mm^ntZo 

fusionSB^^Day Ofc LTDay 1, 2, 3, 5 tlHAT^Afe-^<7)^^^^^^f HAT 
^mi^^^^^^yv K-vo^SUtr^froT^Co Day 8tc;^«±y»*llIJRLELISAtc J; 
^ 1^;=^ - - ^ ^rtf o fco 
[0 0 5 4) 

[|liSM2] mxj5";-^>i^ 

1^;^^ --i^iJ^tiaPC (SIGMA P-2200) ^titmi: LfcELISAliJ: 19^70/^0 a 
PCIicoating buffer (100 mmol/L NaHCOs pH9.6, 0.02 w/v% NaNs) "t?0.5 fi g/m 
LcO^El^^fXL^c^:. ELISAffl96 well 7^1/- > (Nunc. Maxisorp) mOO j^L/ 
wello'o^'^LH^'fbLfCo > ^rmicro plate washer (Bio-Rad. Model 1 

550) ^fflv^T rinse buffer (PBS(-), 0.05% Tween 20) TmWtL. diluent buf 
fer (1 w/v% BSA, 50 mmol/L Tris-HCl pH8.1. 150 mmol/L NaCl, 1 mmol/L MgC 
I2, 0.05 % Tween 20, 0.02 w/v% NaNs) ^200 ^L/well^JP t^zat^l^KSScfi 
Lfzo Diluent buffer iSrgtv>/if^, v:^^±tt^l00 /ul/vfeivmu 

LmM-^mmKJZ^^-^fZo yv—h^rlnse buffert?^^U T )l^iJ V 'i^:^y 
TiJ'— fe*^i^tn:^'irXIgGt/L#: (Zymed 62-6522) =S:100 //L/well»Lmzat?l 
V^f^WcWLfZo -fV- h^rinse bufferT'^^L> substrate buffer (50 mmol/ 
L NaHCOs pH9.8, 10 mmol/L MgCl2) "^1 mg/mLtCpM Lfc^g (p-nitrophenyl 
phosphate disodium) (Sigma 104) ?rlOO //L/well^SllL, iNF^^tlmicroplat 
e reader (Bio-Rad Model 3550) -COD405/655nm^M5c t/io 

I^I^MBSi: LTaPC-^0|g'g-^^-rT|Tm<55iiLaPC^'ft: (SIGMA P7058) ^Mv^/c 
o m'mmMm^Wl ng/mL-e^Lfcm^Ei l9 %%m.^7!^\^fd^^±M^m'&. 
h LfZo 2648 wellO^^-f K-"v^«±tt=|-;^ft Lt^^^. 308 vrell^m^ 

[0 0 5 5] 
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[0 0 5 6] 

10/zg/inL<7)aPC (SIGMA. P-2200) m^lO/iLt40 fxL<D^s^ -X'} K-^:^#±vt 

lih^^mifiLl^ (DADE BEHRING> GCH-IOOA) 50/<L^^int> $ f> tcMza*e60:$9-K 
^ >^i^- h LfZo IfiL^K^HSi&M^^g (Amelung. KC-lOA) K'ty h A 
FrmM (DADE BEHRING. GAA-200A) 50y«L=^^inLf^o ifiL^^ v a 
>'<^tTt>'feV>aPC(iAPTm^aii:mi^JfiLmt^inx.fCo 37X:-C3^m^ y^:^^- 
y Lfz^. 20 nnnol/L CaCl2 (DADE BEHEUNG. QJZ-310) 50/iL^^JnL. 

A.fzm^<Dmmmm (b) *o%tu ^N-rrv K-v;^#±rtt-f 

— 7^«jitto^@^KM«ic^i-^{'^ffl ^^t^fz (^m^mmmi%)= i (c-b)/ 

(A-B) 1x100) 

mWiii2mn^^ mmi^i:X/2) . 20%m±O^g|^KIiI^:6«2|iIi:^>Mi6?>tL 
[0 0 5 71 
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[^11 







S# 


mm 


mm 


19 


36.83 


20.48 


41 


46.81 


55.49 


50 


23.74 


21.14 


64 


45.70 


32.02 


79 


87.96 


68.33 


123 


23.45 


20.68 


143 


25.27 


34.10 


172 


25.52 


58.64 


181 


26.22 


33.66 


192 


21.36 


30.18 


223 


26.87 


22.92 


236 


24.56 


21.66 


240 


22.18 


22.19 


243 


21.25 


27.87 


263 


21.00 


27.96 


281 


33.82 


21.64 


286 


24.50 


28.23 


298 


32.29 


27.19 


302 


27.30 


20.75 



[0 0 5 8] 

19, 41, 64, 79, 281, 298 (D^^^^V K--v'^10% ultra low Ig 
G FCS-^^tHAT^^-e^^t/ci^^JirtJ; «9IgG®^=l:protein G columlC J; ffl 

^miiZlt^ 10% ultra low IgG FCS'^^HA'mtfl50mL-e^^L/j:>'>'f K- 
'^<Di^^±M^M^L'tZo ^^±Vt{iprotein G column (Amersham Pharmacia B 
iotech> HiTrap protein G column) JiZm.M^'^f'r.o Binding buffer (20mmol/L 
phosphate buffer pH7.0) lOmL-e^^Lfc^^ Elution buffer (O.lmol/L Glyci 
ne buf f er pH2. 7) -C^mb/io HHiXtfcIgGS^S-tiCentriprep (Millipore. YM- 
30) ^My^^Xi^mLfz^k. TBSlCbuffer^SramtfCo #^tL/iIgG®^40/^L^:10 
fi g/mL(^aPC^^0tlO// L^M^X-eO^mBLl^^ ^ ^f^o aPC t ^ii^<Dm^^SOfiL^^ 
/N'U VlOU-lr-^trbuffer (^*^2tJ^: 70mmol/L Tris pH8.0, 125mmolA NaCl, 10 
mmol/L CaCl2, 0.1% BSA) l^ztU^m/uLt Lfzo ^^^x,?CI (Flag^J' ^^#i) 1 
00;ug/mL^20y«L»L. 37VX30^mM.J^^^^fZo jg:^^*®S-2366 (2mmol/L 
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[0 0 5 9] 

m2] 







19 


41 


64 


79 


281 


298 


-PCI 




0.278 
0.245 


0.303 
0.301 


0.325 
0.308 


0.304 
0.316 


0.357 
0.356 


0.345 
0.330 


0.270 
0.221 


0.690 
0.724 


aPCS14(%) 


0.262 
0.00 


0.302 
9.09 


0.317 
12.35 


0.310 
10.89 


0.357 
21.32 


0.338 
17.06 


0.246 
(-3.59) 


0.707 
100.00 



[0 0 6 0] 

PCI^Ic^iJDaPC (m^<0"-?Cr) Tim^mm. 707t^^t:i^ >6«PCI^^*P K 
0.262t -r^U^Ltz (m^<7)''Mm")o PCIO-^int3j:^aPC^tt*0%, PCI* 

^^i^^mzi>tibfzt:i^^ '>jc;V#-i-79"C21%. 281-C17%> 41-C12%tPCIiC 

nm^^m hi^tj^is^^ tz-nm/m^h ^ o \>x±.(r>mmjm t ^m^^^fzch 
romogenic assaytcj: skmmmwmm^i^m^m-t^sipc^m^mpmmt. 
?cuzx:h7{^mit^¥^m'r^^t:fymhT!)^t^j:ofzo 

[0 0 6 1] 

^^mizx^. aPC(D7(^mmt^mir^t¥^mmaPcmmmm^tifzo 

m^<^^mt<Dmmtfzitm.i^mim^j:^(DaPC(D^mmn<Dm^^w^^'t^ 
mt^^-Tho :^mm<Dmf-\t. mmtfu7-y{ z^Q,<Dm'&.<Dm'^j:^^ut7f^ 

mmx$>^o 
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mm 

mm} mmt':fu7^^>c (apo (Dy^mmt^nuir^mapmi^i^^^^'t 
mam} L 




WiE#2 003-3068371 



002-212582 



m m A 



[000003311] 
1 . ^^^n B 1990^ 9.^ 50 

^ m m^fP^ibiz^rasTB 5#i^ 



